[Abstract] Yeast sphingolipids can be metabolically labeled with exogenously added radioactive precursors. Here we describe a method to label ceramides and complex sphingolipids of Saccharomyces cerevisiae with a radioactive ceramide precursor, D-erythro- [4, 5-3 H] dihydrosphingosine. This protocol is used to study the biosynthesis, transport and metabolism of sphingolipids in yeast.
3. When the OD600 of the culture is 0.2-0.6, transfer the culture to a 50 ml conical tube. 4 . Spin down yeast cells by a swinging bucket centrifuge at 2,000 x g for 5 min at room temperature (RT) and remove supernatant. 5 . Resuspend the pellet in 20 ml SD liquid medium, spin down at 2,000 x g for 5 min at RT and remove supernatant. Repeat this step at least three times.
6. Resuspend cells in SD liquid medium to get an OD600 of 20 and transfer 0.5 ml of cell suspension to a new 50 ml conical tube.
7. Incubate at 25 °C for 20 min with reciprocal shaking. B. Lipid extraction and alkaline hydrolysis 1. To stop metabolic labeling, chill the 50 ml conical tube on ice and add 250 mM NaF and 250 mM NaN3 to a final concentration of 10 mM.
2. Transfer the labeled culture to a 1.5 ml microcentrifuge tube (tube #1). 9. Dry the combined supernatants in tube #2 completely with N2 gas using pressure gas blowing concentrator.
10. Add 80 µl of CMW, vortex well and centrifuge at 20,000 x g for 1 min at RT.
11. To deacylate glycerophospholipids by mild alkaline hydrolysis, add 16 µl of 0.6 N NaOH in methanol, vortex well and incubate at 30 °C for 3 h.
12. Centrifuge at 20,000 x g for 1 min at RT.
13. To neutralize, add 16 µl of 0.6 N acetic acid in methanol, vortex well and centrifuge at 20,000 x g for 1 min at RT.
14. Dry the reaction mixture completely with N2 gas using pressure gas blowing concentrator. 18. Add 100 µl of water to the combined butanol phase in tube #3, vortex well, centrifuge 20,000 x g for 5 min at room temperature and transfer the butanol phase to a new 1.5 ml microcentrifuge tube (tube #4).
19. Dry the butanol phase in tube #4 completely with N2 gas using pressure gas blowing concentrator.
C. Lipid separation and analysis 1. Add 25 µl of CMW to tube #4, vortex well and centrifuge at 20,000 x g for 1 min at RT. 
